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«»&] mmm 

m&mii MT<DT$jmmmz'p%<£ : bi^m-tzii hTNFatc 

a) CDR-Hltf, CDR-mthXmm^ : 1 Cffi*©7 5 y»BBfl,' 

b) CDR-H2#, CDR-H2£ LTgB3Wf : 2 *CfBS©7^ ^MSB, 

c) CDE-H3*\ CDR-H32: bTffi#I#-^ : 3 ICfBS©7 5 JWtm. 

mmzt5»xmm&% : 1 1 3 izmmz titers. jmmwj>ft<D®&iz&^ 

[»#fi3] «T©7^>>M@B?!I£4>fc< ttiloft St hTNF a KI 

a) CDR-L1#. CDR-Lli: ITIM* : 4 K:fB$t©75 yHWBfl, 

b) CDR-L2# % CDRHL2fcbTB0fl#-&: 5 JC|B^©7 ^ /IMBBU 

c) CDK-L3*\ CDR-L3i:tT@5^l#-t : 6 £|B^© 7 $ J ^fB^lf. 

M hTNF BlCft5tHi|;©LiliKiJ|H!&, H hTNF a 

[ft £3C 5 ] l * tt 2 JcfB^©H^jK U F* fcfc-£©ISrtf 

[®^® 6] ^^S3^fc«4K:a^©L^3Ky/<^5 L F?:=f-Kt-S® 

IS*- 

[ft 7 ] 5feir;/^fctt6 Cffi#©»fc? $rM^^Ay7£:^3^ 
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m^m 8 ] m&m 7 izmm<D%m<< ? % - k. <t »; m±mm v 

8 C|HiS©# & fc JS V\ «fcoT#Sifc(D««lihTNF 

• [9B>S©ffMH&tti&] 

[000 1] 
[0 0 0 2] 

f [«*©&«] 

ffi&^JBH^a (TNFtt) ttiffl8IK:#bT#iSK:Ss^?Stt^t-S^3e 
tttf-f h*>f >T?&& (Proc Natl Acad Sci USA 72 , 3666, 1975) „ TNFa 

(Amu Bev Biochem 57 , 505, 1988) „ TN F a ffljL 
tf BjftMJg* ^xmfi&lit & t V> o fc^&fc* © tiS £ 

;Sft©£fcSMB4^T&5£htfft£*lT;J3»; (Science 234 , 470, 1986) , 
ttttBBfrJtf^^^fftffigtftfk v9y7#©£JBK:;fcv*Ttt£jr»% 
L < ttftffittfe TNFa CDiHttt£# M £ & o T V^S £ *VC <^ S (Proc 
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Natl Acad Sci USA 89, 9784, 1992, J Infect Dis 161, 1148, 1990, J Exp M 
ed 170 , 607, 1989) „ r©J:3fc&«lC;iS<rVO;J:TNF aOmfflm&ZWfflh 

[0 0 0 3] 
[0004] 

Kit. 0URISM(!K«mt-«?r|HW2:, *£#©^9^*k:««- 

«8lCW#-r£*B»&fc£0« (CDB) £ y *<DfoKft&'?&7l'-2*V~9 £ 
9ttn«fW^6jft6. CDE tt. H^fcL^©&>!rK:*fl,T3@/9ffo (£-ff6 
®m) #ftU -etlie*lN5fc3gl9^e>CDR-l, CDR-2, CDR-Sttfr^StlT^S. 

[0 0 0 5] 

5^^t^SV^til:^M«^©f^^^#^StlTV^S (Nature 328 , 323, 1 
988) . 'Y^^^^^Wft, ttK»^ffifc*ttTOffitf#Ttf;*CD 
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£ (Immunol. Today, 14, 243, 1993, Int Rev Immunol 10, 241, 1993). fc; h 

w [0 00 6] 

^©«ttB8»U^W©«4Bi^5 2 ^'e*»tt&^TNF««:» (ProcNatl Ac 
ad Sci USA 89, 9784, 1992) , T^^Mg^Tfi&^ttSTNFa 
mfls (Nature 330 , 662, 1987) , 3 ^fCHgUcfc h©^f£g|fjfy *V^S#T* 
^ft^StlfcTNFaJrt^ (Lancet 344, 1105, 1994) t^L 

[0 0 0 7] 
[0 0 0 8] 

*»W#&a:. ^ffifct: hTNF tt »69ic»577^;^n-tA 
K*k MAB-3B1 OfcRftU #TO6 3 - 2 5 3 0 9 9^{Cg§^L£ 0 * 
9&%#£>l£. 3£>tC#B£&ft»bii#), MAB-3 B 1 0©HftRfajfl8$fcJ;tfL 
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[0 0 0 9] 

M©CDR-Hl: Gly-Tyr-Thr-Phe-Thr-Asn-Tyr-Gly-Met-Asn : 1) 

HH0CDB-H2: Trp-I 1 e-Asn-Thr-Tyr-Thr-G 1 y-G 1 u-Pro-Thr-Tyr-A 1 a-Asp-Asp- 
® Phe-Lys-Gly : 2) 

H|g©CDB-H3: Tyr-Asp-Iyr-Asp-Gly-Phe-Asp-Tyr (@E#I#^ : 3 ) 
L^©CDB-L1: Thr-Ala-Ser-Ser-Ser-Val-Ser-Phe-Ser-Tyr-Leu-His (@B#p# 
4) 

LH©CDfi-L2: Tyr-Ser-Thr^Ser-Asn-Leu-Ala-Ser (SJM^Ht : 5) 
L#|0CDR-L3: His-Gln-Tyr-Len-Arg-Ser-Pro-Tyr-Thr (U#I## : 6) 
[0 0 10] 

-o©@^tfcv%T. *^©^ti. m#©Hit-gr^M^#@i (a) ©3 
M^ai (b) ©3B 1 ©©^{c^-rr^y^ia^T^y ^1-107 mzm 

mtzti1zm&J (IHM##: 8) feSv%tt-etii:llS69K:|^CTO©T^y^gg^j 

tfcfcMNFaS^t-^o (rtie>©m^Jli, MAB-3B 1 0©H 

^i:t?LM© lT^M^©BHMi: LT:fc#8i8£;i3v^|i^3;|xfcfc©-e&& 0 ) 
[0011] 

#© H£% 1/ < »L^© «r^M^% L < (iie©*!^*)^^^^^^^^ 
£/1/C>f >^"5J»Tbfc^#e>tlSFab© J: e> £ 1 iSI©Hg|$T#£ L^£>/&£ 
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[0 0 12] 

*^©tctt. ±m*mm<Dmtt&*<D%iRz°$>vT. ±mm-nu cdb-k, cd 

B-H3, CDB-L1, CDR-rL2» CDB-L3©4>fc< tb—DZ&ti&jft^ttlZ. «*tf 

> @i (a) ©3bi o<Dfi<D7$mi~umizmm2ti&T$.;Mmma> 
$e.K:» gi (b) ©3bi o (Dfie>r$ ; mi~w &izmmt<tiiz. 

[0013] 

? ^£?g£^© r^y^©v><o^SM©r^>'^{cgai/feJ:d35:, 

©J:e>fc7S./g&©gg|©fc©tC, ^©^{Kb^T^ymKlS^sriittj: 
<^ie>tiTSU> M*fcmg'B:7S/i8©®©gg| % S8<8:73ygg©ff©g^ 

[0 0 14] 
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[0 0 15] 

-^m#M A B - 3 B 1 0 fttf L T % «k 

AB-3B1 0) ©H^J:tFL^©Hr^M^C^4x^fimbt^^«:S: 

S-l fc^tftlSH N^tHB s#tft (Gastroenterol Jpn 19, 344, 1984; J Inrara 
nol Hethods 222 , 83, 1999)*^T*^^ 0 9&#©|g3i#&fcJu Proc Nat 
1 Acad Sci USA, 81, 6951, 1984lC#b <gB*3;flT V>5„ 
[0 0 16] 

5<kd£. Sato f,©^ (Cancer Res 53, 851, 1993) UT, HBS-1CD 

L^iOtH^Br^M^^n-KtSDNASr^n^^^t, MAB-3B 
1 0 ©CDR-L1~CDB-I^fe j:t?CDR-Hl~CDR-H3©lB^iiC^^V\T^Lfcii^>55^ 

1 5-1 9©^^~Hl~:/5-fV-H5) fcffi^T, 7 l/-ACr-*g& 
hMftLfcMAB-3 B 1 O0L«i3 iff Hft-TOffi«&3- KfSDN 
A£igi!ff6 0 l»«K:j:»;#6»nfeL*feJ:tfH«(Z>«.^<D"TO««fea-K'r 

[0 0 17] 



tH§E#2 0 0 1-3045767 




#2 00 0-117394 



fc#Bftg*£&S(Proc Natl Acad Sci USA, 84, 241, 1987; Cancer Res, 47, 99 
9, 1987) 0 

[0 0 18] 

m»3L&<t®&&imt.isT* «*.au cos-mm (77>ja$ Kuiweg 

? # -pdKCR-dhf r (Biochen Biophys Res Camm 164 , 39, 1989) KMMWUzm 

S-frSfc&K:. L«fiJ:tf/*fet3:H«lfc'3-K'r*DNAH:, ^ifjet^ 
[0 0 19] 

^AliCOS-lMli. 10%tf S/j&JMf (FGS) ma Dulbecco's Modified Eag 
^ le's Medium (DMEMigifi) ©i^^ JSV\ 5 %C0 2 #&T371CT?Jg#-r3 
o COS-l«lfJS^(Z)^^^A^m^^A^©aifJfi©«#Stt, Molecular Clo 
ning, A Laboratory Manual (Second Edition, Cold Spring Harbor Laboratory 
Press, 1989)fc£©Hg^CmiS$*lTV^. 
[0 0 2 0] 

lSKl&fc$i;#SW$£?£ (Antibodies, A Laboratory Manual, Cold Spring Harbor La 
boratory Press, 1988) K Z^TmMKmmtZZ XlK£g<Z>!ff£ 
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«TI8^&»; (Immunol Lett 64, 139, 1998) > «*«i*^i£«53WR#-e«fi«, 
[0 02 1] 

#lfclS©*i# rT^M^© 7 1/ - A 17 - * $#© 75 7 ^©-SP &M©7^ 
[0022] 

Steffi v>«^#©^tt. &m2ti&ttftttz*(DZ£mM?z>zii : baim 
#©h^& u< &hm<?>*mm®*> v < K*om»&t>ttj&&zti&mm&& 
&&mmm *m ^Tm&sM-t* z-tizz^ xwm l x % <k < „ * ©#&&#£ 

[0 0 2 3] 

±ffi^^©0^x.m^i:^fiSK:fi : Wb#Sfi#i:*^& 

&mtoWQKft*zft&fc®%ztf&%&\*ztzMm-i-Zo tit., mn&ijtzm 
®vz>zmm ttmt&vmm* K®m § ti «#© mmmmm 
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[0 0 24] 

&Tmm>i*. ®mn&. mnist^ &t&^ »m 

S::i:#«5„ #«Hu Efflr#£*fc ^©flSJCfSCTM^ 

[0 0 2 5] 
[UlSfll] 

[0 0 2 6] 

1. ffLUhTNFaVfr;* »^L#3B10®^RtKL^ gf^M^ cDNA^P-- 

t: MNFaKI^-rS^^X#^n->*t#S:^-rS3B10|5jBg (J Immunol Met 
hods 96 , 57, 1987) ©S&BNAfcBNAzol BUM (BIOTEX Laboratories^) 
T#HU Z®nMk*m\^y#&^*VV-i8&Z?i&m3£Bm (Superscript 
Preamplification System, GIBCO BEL^fc^) TcDNA&-&J&L£:o 
fccDNAiU polymerase chain reaction (PCB) ?£{C <fc *J HM£ <fc X^lM^^MM £ 
=3-K^ScDNAS:^i!ibfc. ft> ^^^©cDNAtt,. Huseb££oT?g£;* 
(Science 246, 1275, 1989) K LfctfoT^J&Lfcff iPIfl? >^>f V- 
£<fc yifffgl', * fcH0 "T^^tiKabat & JC J: y S tlfcHMT ^ / (U 
S Dept. Health and Human Services, DS Government Printing Offices, 1991 
) £g^TM-Lfc5* ^5>{Y- (5' -AGGTGAAGCTNGTGGAG/ATCTGG -3' ) fcHus 
eP>©3' :/^V-&m#-&b-£TPCR£fTe> Z tCfc y#tlbfc. PCRlCkiM 
|£DNA3Ky*9-i? (AmpHTaq DNA polymerase, Perkin-Elmerfti?) £«fctf1J— 
V/HM #9- (TSIO-Thermo-block, Biometra#:§g) S:SSLfe. #£>;Tl£cD 
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NACD^SaS^JttSanger^CD^^Kl^^jglrbfc (Proc Natl Acad Sci DSA 74, 5 

463, 1977) . nbtoitzBiomftomwmvimMmoiiLmmmmiizifc 

"f „ Kabat£>©>ff3g (US Dept. Health and Human Services, US Government Pri 
nting Offices, 1991) ^fctiChothiab®*^ (J Mol Biol 196 , 901, 1987) 

[0 0 2 7] 

SMMMf8$&1% y <9 # — pdKCK-dhfr (Biochem Biophys Res Commun 164 , 39, 
1989) tCV^^d-— h (Eco RI, Mlu I, Spe I, Sal I) £#AL 
It (JKI^pKDEMSS^^^-i:^) . ftfC, vWESSS(DVK.Yumm5m : m (DH 
FS) ^fcpHAMneoCAT (CLONTECH^) ©*#V>f (neor) M^K1@& 

Lfc (OTpKNEMSS/<^^-fclf4') „ ^t^mmL^VZ-te. HBS-lfcl« 
l^HBs#fc#; (Gastroenterol Jpn 19 , 344, 1984, J Immunol Methods 22 

2, 83, 1999) a>ti&G>s/>rirn/mwiLi MMW i xn^>tiitsBio<Dm«mm 

&&ZtVBSr-l<Drim.<?>fe1%W&Z. N*»e>r©JlH^T?pKNEl!SS/<^^- 
!CM^tfZlilfCJ:y#^bfc (JgJH^pENH-c3B10t^*) . Rf^lC. HBS-l©,e 
SUZ>5/^/i/60!lfc3ai« 1 T*#&*lfe3B10©UI|pnJE«*, £ <fc tfHBS-1© 

^^UI^^^^-&#^Lfe (J&ti^pKDL-c3B10^^) „ ® 2 CpKNB-c3B10 

[0 0 2 8] 

3SiS«3. fcha«fchTNFaffi&©#^ 

Sato&CDjTtt (Cancer Res 53 , 851, 1993) \Z$£\\ ^^X^l#3B10© 6 o© 
CDRfct: hl^f&&t&&MK.W&htMim&3-1tmmi,1t. 03JCatStlS 
£1\ BBS-l*if*:©I4K©cDNAS:^MfcLT5|iI©PCRSr^]S6-r5rtK: 
«fc »;ia«T^M^©cDNA79^^ y V £#§gbfco ^©©PCRT'tt^-f V-Llfc 

, L3^>fV-il©M*-&t>«2|ElB©PCR$:#ofeo H#&C£ £>K:L6^>f 
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Wk*®mtZ¥CRZmM1rZ£K£Vft®L1t B fc£U 2EIB©PCRI;:MV^3 

* zf?j v-fctsfc y 2an©^7>r-7--ePCBS:^^ z:^ic<fc yfwtfe 

2 L H h TNF a C# "T Stb-?n^7 Jftfl^DI?!^ * # — pKDL- 

•5 (HiSM4#M) . «±<D^-t?#e>tlfcfchMft;tit«:^h3B10-li;^i&bfe 

e 

[0 0 2 9] 

, 1^0:7 l/-A*7-*«$:0>©4#B. 36#g, 48#S, 71#g©T^V^, £ 
[0 0 3 0] 

[^1] 




LI 5'-AGG TGT GAC GTC CAG TTG ACC CAG TCT CCA (fB#f## : 9) 

L2 5'-CTG ATA CCA GTG TAA ATA ACT GAA GCT AAC GCT CGA 



ACT CGC CGT ACA AGT GAT (MW&% : 1 0 ) 

L3 5' -GAC CCC ACT TGC CAA ATT GGA TGT AGA ATA GAT CAG GAG CTT 

mm^ : 1 1 ) 

L4 5' -TGT GAG AGT GTA TTC TGT CCC AGA TCC ACT (@B#J#-i§- : 12) 

L5 5'-GCC GAA AGT GTA CGG GGA ACG AAG ATA CTG GTG ACA GTA 

: 1 3 ) 

L6 5' -CTC ATC AGA TGG CGG GAA GA (B3fll#-i§- ; 1 4 ) 
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m 

HI 5'-CAG AAT TCA CCA TGG AGT TTG GGC TGA GCT (|B#J#-^ : 1 5) 
H2 5' -GAC CCA GTT CAT ACC ATA GTT AGT GAA GGT GTA TCC AGA 

1 6) 

H3 5' -GAG TGG GTG GCA TGG ATA AAC ACT TAT ACA GGT GAG CCA ACC TAC GCA 

(mm^ z i 7) 

H4 5' -GTC TAA GGA AAT GGT GAA TCG GCC CTT GAA GTC GTC TGC GTA GGT TGG 

(Mm^ : 1 8) 

H5 5' -TCC CTG GCC CCA GTA GTC AAA TCC GTC ATA ATC ATA TCT TGC ACA GTA 
: 1 9 ) 

[0 0 3 1] 

T. ^MS#Abfc^ , 9Wv-S:®V>TPCRS:^e>z:i:{Cj:»Jf?ofeo PCRJCiilf 
3&&DNAJKU (AnpliTaq DNA polymerase. Perkin-Elnerftg!) fc«fctf-»J- 

-v;HM?9- (TBIO-Therao-block. Biometraft^!) %^ML/fc„ #§§Lfc8 
m<DH imfc&ift (h3B10-2~9fcffr;&) , h3B10-lH&tfh3B10-lUC£tt5T ^ J 

-UV->? HBS-1* <D % CD T* & 2> $tft & h3B10-lH B^#h3B10-l 

£ m c T'Ut© y i/—&y—tr ffi®tfws-iz<?> % ©-essift &h3Bio-iL t 



[0 0 3 2] 

[^2] 
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^2tp % r3yttttl£3 e ft3 £ '?a*U Rabat 6><D#& (US Dept. Health and 
Human Services, US Government Printing Offices, 1991) JC^V^##$:#Lfe 

m3B10: TcODV^^^TNFa^tft; 

C3B10: t h • V?*3r* ^TNFa tfftfc; 

HBS-l: HBstCjiJ-tSti h^#; 

h3B10-lH: L|t#h3B10-l£|f? D^H^©? i/-A?-*M^#HBS-l-?-<D%<Z>^ 

h3B10-lL: H^^h3B10-ltHCT*L^(Z>7 1/ - A t7-?^#HBS-l 
3b £ 
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[0 0 3 3] 

COS-1H0JB& (ATCC«fcUA#) £35am$/*-l/fC3.0 x 10 5 ®$iaU8!$|»*g# 
Lfco HWJ2~4^«|^l / ^ff9aHCDlibM^t MNF«KHM3J;tffe: 

T&2tig'f'DZ10til<DVtfy3L9 hT$y%m (GIBCO BRLftgi) fcMHTW* 
{CC0S-1$HJ©K:#A h fc„ itte? £«A L £Hflj» *>&&Zti&&m»»jt.wm 
#©fcMHF-aJC#«|g-&ttfcELISAt5itK:J:ytft»^*i:fc%»lC. FCA (Fluore 

® scence Concentration Analyzer) &£MftS#&-ei^J:?ttJt<Dt: MsGfc& 
j£*Lfc 0 HJSA»&©i:3&#&T*l£;&gLfce *t\ h©« 
$60#x/I/£10*g/ml©fc: MNF-o ls£&'£18M'f >3ra./«- h^ZZ. 

ttCfcygfflftbfe, !?i^WAy7T-(0.lX Tween 20 phosphate- 
buffered sal ine (PBS)) T 3 L lj BSA&#tfPBST? 2 BMBr:/n y 3r 
yyVfc. PBS-TTfSHJJ^Lfc*, #^©C0S-l^iJBS±?ti:2^|gMfSS^:fc o 
H*»c!ft»&4f ofe*. TNF-a }C^L/fcm#?rA-^^S/^-^^^fc: 
MgG Fcg£# (Jackson ImmunoBesearch Laboratories^:^) ^fefctTX—;*-^ 
i^iS-V 3r#l V 9 ;* IgG Fcjftft; (Caltag Laboratories^) 

0 XM (J Immunol Methods 143, 89, 1991) IC|B^©:£&{C J: »J#ffiSrff o fc. 
— FCA&&, g6K:#££;riT^S;£?£K:ffiE (Biochem Biophys Kes Commun 
193, 886, 1993) , "Y^fc MgG Fcjft^&n- h bfeFCAfflA— r-f ^^/^FIT 
C-emLfe-V^t MgG Fc8t#*jgv\ MgCfctRWrtRfcLT 

£tti<fc. *cos-mr«n?»aiyfe#k bmtffik&t. mnf« £®ie#e«:8* 

©^©IgGiC^f *T SELISA^/foiT'^t L fc„ 
[0 0 3 4] 

TNFa C»f SlS^tStt^BibfetU h3B10-9Kl;}$V*TSfc&V^ffi#M$*l, 
*©&3fci:fch -^9**;l9*ft#fcH&irC&ofc. Jftfth3B10-lK:fc^T% 



1 5 
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fc„ #MfcLT#§gLfch3B10-lH^h3B10-lLfCfcj:fc: MNFa iZM?$>%$mtM 
[0 0 3 5] 

*»We*I»Tll«S 6 o ©CDR© T ^ J Wtmn& £ Of-ttv £ n - F-ts 

^ tt#ieu:LT^5., *^jci:ti«. TNFa*w£«s*©m#K:^t£t8# 

[0 03 6] 
[BB#!^] 

SEQUENCE LISTING 

<110> Suntory Limited 

<120> Novel recominat antibody, amino acid sequences of its CDS regions 
and DNAs encoding said CDR regions 
<130> 000539 
0 <160> 19 

<210> SEQ ID N0:l 
<211> 10 
<212> PST 
<213> mouse 
<220> 

<223> CDR-H1 of anti-human TNF-alpha antibody 
<400> 1 

Gly Tyr Thr Phe Thr Asn Tyr Gly Met Asn 
5 10 
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<210> SEQ ID NO: 2 
<211> 17 
<212> PBT 
<213> moose 
<220> 

<223> CDB-H2 jof anti-human TNF-alpha antibody 
<400> 2 

Trp He Asn Thr Tyr Thr Gly Glu Pro Thr Tyr Ala Asp Asp Phe 
9 5 10 15 

Lys Gly 

<210> SEQ ID N0:3 
<211> 8 
<212> PBT 
<213> mouse 
<220> 

<223> CDB-H3 of anti-human TNF-alpha antibody 
£ <400> 3 

Tyr Asp Tyr Asp Gly Phe Asp Tyr 
5 

<210> SEQ ID NO: 4 
<211> 12 
<212> PBT 
<213> mouse 
<220> 

<223> CDB-L1 of anti-human TNF-alpha antibody 
<400> 4 

1 7 Hil# 2001-3045767 
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Thr Ala Ser Ser Ser Val Ser Phe Ser Tyr Leu His 
5 10 

<210> SEQ ID NO: 5 
<211> 8 
<212> PRT 
<213> mouse 
<220> 

<223> CDE-L2 of anti-human TNF-alpha antibody 
^ <400> 5 

Tyr Ser Thr Ser Asn Leu Ala Ser 
5 

<210> SEQ ID NO: 6 
<211> 9 
<212> PRT 
<213> mouse 
<220> 

^ <223> CDB-L3 of anti-human TNF-alpha antibody 
<400> 6 

His Gin Tyr Leu Arg Ser Pro Tyr Thr 

5 

<210> SEQ ID N0:7 
<211> 351 
<212> DNA 
<213> mouse 
<220> 

<223> H-chain CDS region of anti-human TNF-alpha antibody 

18 0 0 1 -3 0 4 5 7 6 7 
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<400> 7 

cag gtg aag ctg etc gag tct ggg gga ggc gtg gtc cag cct ggg agg 48 
Gin Val Lys Leu Leu Glu Ser Gly Gly Gly Val Val Gin Pro Gly Arg 

1 5 10 15 

tec ctg aga etc tec tgt gca gee tct gga tac acc ttt act aac tat 96 
Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Tyr Thr Phe Thr Asn Tyr 

20 25 30 

ggt atg aac tgg gtc cgc cag get cca ggc aag ggg ttg aag tgg gtg 144 
Gly Met Asn Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Lys Trp Val 

35 40 45 

gca tgg ata aac act tat aca ggt gag cca acc tac gca gac gac ttc 192 
Ala Trp He Asn Thr Tyr Thr Gly Glu Pro Thr Tyr Ala Asp Asp Phe 

.50 55 60 

aag ggc cga ttc acc att tec tta gac aat tec aag aac aca gcg tat 240 
Lys Gly Arg Phe Thr He Ser Leu Asp Asn Ser Lys Asn Thr Ala Tyr 
65 70 75 80 

ctg gaa gtg aag age ctg caa act gag gac acg ggt gtc tat tac tgt 288 
Leu Glu Val Lys Ser Leu Gin Thr Glu Asp Thr Gly Val Tyr Tyr Cys 

85 90 95 

gca aga tat gat tat gac gga ttt gac tac tgg ggc cag gga acc ctg 336 
Ala Arg Tyr Asp Tyr Asp Gly Phe Asp Tyr Trp Gly Gin Gly Thr Leu 

100 105 110 

gtc acc gtc tec tea 351 
Val Thr Val Ser Ser 
115 



<210> SEQ ID N0:8 
<211> 324 
<212> DNA 
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<213> mouse 
<220> 

<223> L-chain CDS region of anti-human TNF-alpha antibody 
<400> 8 

gac gtc cag ttg acc cag tct cca tct gcc atg get gca tct gta gga 
Asp Val Gin Leu Thr Gin Ser Pro Ser Ala Met Ala Ala Ser Val Gly 

15 10 15 

gac aga gtc acc ate act tgt acg gcg agt teg age gtt age ttc agt 
Asp Arg Val Thr He Thr Cys Thr Ala Ser Ser Ser Val Ser Phe Ser 

20 25 30 

tat tta cac tgg tat cag cag aaa cca ggg aaa gtc cct aag etc tgg 
Tyr Leu His Trp Tyr Gin Gin Lys Pro Gly Lys Val Pro Lys Leu Trp 

35 40 45 

ate tat tct aca tec aat ttg gca agt ggg gtc cca teg agg ttc age 
He Tyr Ser Thr Ser Asn Leu Ala Ser Gly Val Pro Ser Arg Phe Ser 

50 55 60 

ggc agt gga tct ggg aca gaa tac act etc aca ate age age ctg cag 
Gly Ser Gly Ser Gly Thr Glu Tyr Thr Leu Thr He Ser Ser Leu Gin 
65 70 75 80 

cct gaa gat ttt gca act tat tac tgt cac cag tat ctt cgt tec ccg 
Pro Glu Asp Phe Ala Thr Tyr Tyr Cys His Gin Tyr Leu Arg Ser Pro 

85 90 95 

tac act ttc ggc gga ggg acc aag gtg gag ate aaa 
Tyr Thr Phe Gly Gly Gly Thr Lys Val Glu He Lys 
100 105 

<210> SEQ ID N0:9 
<211> 30 
<212> DNA 



ffifE#2 0 0 1 
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<213> Artificial Sequence 
<220> 

<223> Primer LI 
<400> 9 

aggtgtgacg tccagttgac ccagtctcca 

<210> SEQ ID NO: 10 
<211> 54 
<212> MA 

<213> Artificial Sequence 
<220> 

<223> Primer L2 
<400> 10 

ctgataccag tgtaaataac tgaagctaac gctcgaactc gccgtacaag tgat 

<210> SEQ ID NO: 11 
<211> 42 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer L3 
<400> 11 

gaccccactt gccaaattgg atgtagaata gatcaggagc tt 

<210> SEQ ID NO: 12 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Primer L4 
<400> 12 

tgtgagagtg tattctgtcc cagatccact 30 

<210> SEQ ID NO: 13 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer L5 
<400> 13 

gccgaaagtg tacggggaac gaagatactg gtgacagta 39 

<210> SEQ ID N0:14 

<211> 

<212> DNA 

<213> Artificial Sequence 
<220> 20 
<223> Primer L6 
<400> 14 

ctcatcagat ggcgggaaga 20 



<210> SEQ ID NO: 15 
<211> SO 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer HI 
<400> 15 
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cagaattcac catggagttt gggctgagct 

<210> SEQ ID NO: 16 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Priaer H2 
<400> 16 

gacccagttc ataccatagt tagtgaaggt gtatccaga 

<210> SEQ ID NO: 17 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer H3 
<400> 17 

gagtgggtgg catggataaa cacttataca ggtgagccaa cctacgca 

<210> SEQ ID NO: 18 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer H4 
<400> 18 

gtctaaggaa atggtgaatc ggcccttgaa gtcgtctgcg taggttgg 
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<210> SEQ ID NO: 19 
<211> 48 
<212> MA 

<213> Artificial Sequence 
<220> 

<223> Primer H5 
<400> 19 

tccctggccc cagtagtcaa atccgtcata atcatatctt gcacagta 48 
imil hTNFaVf a^^3B10©nm^tFl^»r^li^©T^ S 

mmmzm*®T*%>z. r^/mm^m^smu Kabatp>©#& (us Dept. 

Health and Human Services, OS Government Printing Offices, 1991) £^ 
#-^£#bfc 0 TijStiKabate,©^ (US Dept. Health and Human Services, U 
S Government Printing Offices, 1991) £ J:SCDRM^£*U mft^WAjfcm 
#«ChothiaS>©#& (JMol Biol 196 , 901, 1987) JC £&CDR®IS # 

[@2] *tbhTNFa^-t§fch • WXtf-t^mtfLVft^tfi-a) 

vh, H§l®7r&ffi*; SH,H*©^y**/iHrotj chi, CH2, ch3, h 

i©3o0^ttf; vl, ugt©-*^^; sl, imos/ymmmci, L$|©£ 

h3B10-l7 l^~A>7-^©tfi-ev^X3B10©T^ 7^^1C 
^&$*ITV%5M£^ 0 LlM,6«h3B10-l©I^£#$g^3fc fe Kjg v , fc p CS 
M©^>fV-£^U Hl~H6&b3B10-l©H^$:#|g^ < g > feg )(cfflVxfc p C8ffl(Z) 
^7>fV-S:^^ 0 ^©^liUgKl^Stlfc^ (Cancer Res 53, 851, 1993 
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) tcm-rs. 

[04] EhMfb^t: MNFaJfiftGDfc: hma£®M&&Zjx+Jf^7>z 
#t bmitmn MNFaffi#&n- Kt-5»^&#ALfeC0S-liffllJg<^ 

»; b MgG Fc£f#oIgG©i££4Lfc&, S^rOIgGil^Cfctf s&fc: hMftifi 
fc MNFa£tft©h: MNFa £©j*£-£t£&ELISA?greft^ -^©^3 5:450 noKfc 

[05] NM-ffcfitt: HHFaHEftCDH MNFa £©^<£ft£arf ^7 71' 
#t hSfttfcti MNFa#fc#&:3- F-rSite^^^AbfcCOS-lMJIi©, 
3t£^A48B|H&©ig#±$f©fc: hTNFat©^ft&^-ro Sf\ FCA&ICJ: 
V k MgG Fc£}$oIgG©:ft£)£ll,fc&, «*©IgG$gg (A) &6»ttl.O ng/ 
nl (B) KfcttS&fc hMftfftfc MNFa$t#©fc: MNFa iKDfg^&ELISA&T? 
*©3&3£450 nnfc£#Slg#£n?^Lfc. (B) T'l*?- # *¥%I±U 
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[01] 
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1 
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M A T Y F C A 
T6VYTCI 



Mydcf d"y]w 

[DQTYQVHRPD s|w 



SQGTTVT VS S 
GQGTLVTVSS 



(B) U 



1 2 3 4 5 6 
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DVB 
OVQ 



L T Q 
M T Q 
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S p A I 
S P S A 



1234 5 6789 
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01234567890 
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6 7 8 9 
YQQK 
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M A A S V 

4 

0 12 3 4 

P G S S P 
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T K T C 
T t T C 
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R A S Q G I G 



567890123456789 
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EPTLT 
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[S3] 



(A) 



38 46 71 



pBiuescrijpt 



■ 



yTtfr COR1 COR 2 COR 3 



1©S 
PCR 



PCR 

3@S 
PCR 



PCR 
PCR 



u 



L5 



LS 



(B) 



71 99 



pKNEMSS |||| 



*/rfh CDR1 COR 2 COR 3 



Hi 



isipcr: 



H2 



_H3, 



H4 



2@§PCR~ 
3SBPCR — 



409 PCR ' 



H5 



H8 
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0t#©g (pg/ml) 



(B) 
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mm 

a) CDB-H1£ l/ts 

Gly-Tyr-Thr-Phe-Thr-Asn-Tyr-Gly-Met-Asn 

b) CDB-H2£ IT, 

Trp-1 1 e-Asn-Thr-Tyr-Thr-G 1 y-G lu-Pro-Thr-Tyr-A 1 a-Asp-Asp-Phe-Lys-G 1 y 

c) CDR-H3*: LT> 

^ Tyr-Asp-Tyr-Asp-G 1 y-Phe-Asp-Tyr 

a') CDB-LlfcLT. 

Thr-A 1 a-Ser-Ser-Ser-Va 1 -Ser-Phe-Ser-Tyr-Leu-H i s 
b') CDB-L2£LT, 

Tyr-Ser-Thr-Ser-Asn-Leu-Ala-Ser 
c') CDB-L3£: LT, 

B i s-Gln-Tyr-Leu-Arg-Ser-Pr o-Tyr-Thr 

#U fchSft«:TNFatf|;#&«3i«*«%««t*. 
GftftB] fcU 
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